The full Western blot from Figure 2 is shown. The blot was cut in half to probe for either α-tubulin or mCherry. Lanes 1 and 2 correspond to UIC embryos from 2 separate clutches. Lane 3 (empty). Lane 4: CT-mCherry injected embryos. Lane 5: CT-mCherry + 2.5ng Dicer MO. Lane 6: non-CT mCherry injected embryos. Both bands correspond to α-tubulin. Band at ~27kDa corresponds to mCherry. The dye front is as indicated.
Supplemental Figure 2. Enrichment of H3K9me3 in F1 CT-mCherry embryos.
(A-C) ChIP-qPCR indicating increased H3K9me3 occupancy on convergent chromatin in F1 embryos from 3 different male founders mated with wild type AB females at 5dpf. ChIP values and standard deviations are from three independent experiments. *(p<.05) and **(p<.01) based on unpaired, two-tailed distribution Student's t-test.
Supplemental Figure 3. Enrichment of H3K9me3 in F2 CT-mCherry embryos.
(A-B) ChIP-qPCR indicating increased H3K9me3 occupancy on convergent chromatin in F2 CT-mCherry embryos from 2 different F1 lines mated with either wild type AB fish or siblings at 5dpf. ChIP values and standard deviations are from three independent experiments. *(p <.05) and **(p<.01) based on unpaired, two-tailed distribution Student's t-test. Rescue experiments were performed to determine whether knockdown of Dicer would decrease the levels of H3K9me3 but because our ChIP experiments were optimized for 5 dpf, the effects were not robust, likely due to the half life of the Dicer morpholino.
Supplemental Figure 4 . miR-27a/b morphants. Uninjected (UIC) embryos or embryos injected with morpholinos against miR27a/b were stained with alcian blue at 4dpf to detect extracellular matrix and developing cartilage.
Convergent Transcription Vectors and Sequence Information
Shown below are maps for the three Convergent Transcription (CT) vectors. Fully annotated sequences are available from Addgene.
CT-mCherry Map.
The mCherry ORF was cloned directly between the zebrafish β-actin promoter and an inverted CMV promoter. The β-actin and CMV promoters were obtained as 5' entry clones from the Tol2 kit (http://tol2kit.genetics.utah.edu/index.php/Main_Page). The mCherry ORF was recombined into the above vector from a middle entry mCherry clone from the Tol2 kit. The non-CT-mCherry vector is identical except it lacks the inverted CMV promoter.
CT-OEP Map
The zebrafish One Eyed Pinhead ORF was cloned directly between the zebrafish β-actin promoter and an inverted CMV promoter. The OEP ORF was amplified by PCR and recombined into an empty middle entry vector from the Tol2 kit. The non-CT-OEP vector is identical except it lacks the inverted CMV promoter.
